We read with interest the recent report by Londin et al. (1). We reanalyzed the dataset and discovered several challenges.
We also observed cases in the 13 pairs where we were not able to see a direct overlap between the two miRNA precursors, although Londin et al. (1) describe limiting the search "to only those miRNAs, whose respective precursors directly overlapped with each other on opposite strands": TJU_CMC_MD2.ID00833.hairpin 13 + 80583254 80583310 TJU_CMC_MD2.ID00834.hairpin 13-80583317 80583391.
We speculate that this may be because of variations in single samples, although the precursors of "overlapping" miRNAs on different strands in the report are separated by up to 46 bases. Our own analysis of the data identified 63 respective miRNA pairs where precursors on opposite strands showed an overlap. These contain just 5 of the 13 original clusters.
Second, we do not understand the rationale to include cluster 28 as miRNA cluster because the two miRNAs have the same position. Despite whether this miRNA is known or novel, it should be just reported once and not as an miRNA cluster: Third, we investigated the melting of overlapping novel precursors. Londin et al.
(1) state that they "identified hairpins and mature coordinates with end points typically differing by 1-2 base pairs across different samples. To compensate for this effect, overlapping hairpins were merged into a single larger 'island', and the mature isomiR with the highest read support across samples was determined to be the mature miRNA." With this analysis, Londin et al. successfully avoid multiple miRNA precursors that differ by just few bases. However, two precursors with minimal overlap are also merged. This may lead to artificial miRNA precursors that actually look more similar to mirtrons (Fig. 1) . Two precursors with a different starting point of 62 bases are predicted, each with two mature forms and showing the typical hairpin structure. As Fig. 1 shows, the 3′ form of the first is almost equal to the 5′ form of the second precursor. The merged precursor has a length of 163 bases and no typical hairpin structure (Fig. 2) . The loop between the 3′ and 5′ mature form is 92 bases and the free energy −88.1. Additionally, the GC content of over 88% is remarkable. In the dataset we observed multiple cases where two precursors with substantial shifts are merged.
We appreciate the work of Londin et al.
(1) and hope that our insights support the ambition to discover reliable novel miRNAs.
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Result of the combinaƟon
Example: miR-00327 Fig. 1 . Example of miRNA precursor derived from two initially different precursors shifted by 62 bases. The upper left shows the left precursor with two mature forms and the typical hairpin structure. The right half shows the second precursor also with two mature forms and the typical hairpin structure. The 3′ and 5′ forms of the first and second precursor are almost identical. Below, the image the sequence of the two precursors are highlighted, as well as the merged form.
--------------------CGCCCGCCGGGGCGCGCCGGCCUGCGCCCAACGGUCACCGCCGCCCCCACCUGGGCCGCAACCGCCGGCGCCCCCGCCCCGUGCCGCGGCCGCGGGAGGGACGCGGAGGGUCCGCGGCGGGGCGCGGGGGGUGUGG------------------- Fig. 2 . Structure of the merged miRNA precursor from Fig. 1 with the two mature forms colored in red and blue, calculated by RNAFold (rna.tbi.univie.ac.at/cgi-bin/RNAfold.cgi).
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